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PATENT APPLICATION 



IN THE UNITED STATES PATENT AND TRADEMARK OFFICE 

In re the Application of 
Rachel BAR-SHAVIT 

Application No.: U.S. National Stage of 
PCT/IL99/00079 

Filed: January 29, 2001 Docket No.: 108366 

For: METHOD FOR TREATMENT OF INVASIVE CELLS 

PRELIMINARY AMENDMENT 

Director of the U.S. Patent and Trademark Office 
Washington, D. C. 20231 

Sir: 

Prior to initial examination, please amend the above-identified application as follows: 
IN THE CLAIMS : 

Please replace claim 18 as follows: 

18. (Amended) A method according to claim 17 wherein said antisense molecule is 
administrated to a trophoblast cell. 



U.S. National Stage of PCT/IL99/00079 



REMARKS 

Claims 1-19 are pending. Claim 18 is amended to eliminate an incorrect dependency. 
Prompt and favorable consideration on the merits is respectfully requested. 

The attached Appendix includes marked-up copies of each rewritten paragraph (37 
C.F.R. 1.121(b)(iii)) and claim (37 C.F.R. 1.121(c)(ii)). 



Respectfully submitted, 



Enclosure: 

Appendix 

JAO:JSA/kaf 

Date: January 29, 2001 

Oliff & BERRIDGE, PLC 
P.O. Box 19928 
Alexandria, Virginia 22320 
Telephone; (703) 836-6400 





Jifines A. Oliff 
Registration No. 27)375 

Joel S. Armstrong 
Registration No. 36,430 



DEPOSIT ACCOUNT USE 

AUTHORIZATION 
Please grant any extension 

necessary for entry; 
Charge any fee due to our 
Deposit Account No. 15-0461 
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APPENDIX 

Changes to Claims: 

The following is a marked-up version of the amended claim: 18 
18. A method according to claim 4-8 17 wherein said antisense molecule is administrated 
to a trophoblast cell. 
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PATENT APPLICATION 



IN THE UNITED STATES PATENT AND TRADEMARK OFFICE 
In re the Application of 

Rachel BAR-SHAVIT BOX: SEQUENCE 

Application No.: 09/744,679 

Filed: April 11,2001 Docket No.: 108366 

For: METHOD FOR TREATMENT OF INVASIVE CELLS 

SUPPLEMENTAL PRELIMINARY AMENDMENT 

Director of the U.S. Patent and Trademark Office 
Washington, D. C. 20231 

Sir: 

In reply to the Notification of a Defective Response mailed May 21, 2001, please 
amend the above-identified application as follows: 
IN THE DRAWINGS : 

Please replace Figure 10 as set forth in the attached Request for Approval of Drawing 
Correction. 

IN THE SPECIFICATION : 

At the end of the application, please insert the attached paper and computer-readable 

Sequence Listing. 

Page 5, lines 14-19, delete current paragraphs and insert therefor: 
1) The protease activated domains and hirudin binding domain: 
Nucleotides 

hPAR-l(ThR) 37-61 TLDP RSFLLRN PND KYEPF WEDEEK (SEQ ID NO: 1) 
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hPAR-2 32-56 SSKGRSLIGKVDGTSHVTGKGVTVE (SEQ ID NO: 2) 

hPAR-3 34-57 TLPI KTFRGAP PN S FEEFP FSALE (SEQ ID NO: 3) 

hPAR-4 28-52 LP AP RGYPG QVC ANDSDTHELPDS S (SEQ ID NO: 4) 

Page 6, lines 1-3, delete current paragraphs and insert therefor: 
Fig. 1 shows the DNA (SEQ ID NO: 5) and amino acid sequence (SEQ ID NO: 6) of 
human ThR [1]. 

Fig. 2 shows the DNA sequence of an antisense cDNA of ThR (SEQ ID NO: 7). 

Fig. 3 shows the location of the ThR antisense in the pcDNA III vector. 

Page 7, lines 24-26, delete current paragraphs and insert therefor: 

Fig. 9 shows the DNA sequence of PAR-2 (SEQ ID NO: 8). 

Fig, 10 shows the DNA sequence of PAR-3 (SEQ ID NO: 9). 

Fig. 11a shows the DNA sequence of PAR-4 (SEQ ID NO: 10). 

Fig, lib shows the amino acid sequence of PAR-4 (SEQ ID NO: 1 1). 

Page 15, lines 4-20, delete current paragraphs and insert therefor: 

To analyze the impact of reduced ThR expression in the highly metastatic cells, 
MDA-435 breast carcinoma cells were transfected with an antisense ThR cDNA 
(SEQ ID NO: 7) mammalian expression vector containing ThR cDNA in an antisense 
orientation under the control of the Cytomegalovirus (CMV) promoter (see Figs. 2 and 3). 
The vector alone was used as a control. Western blot analysis of ThR protein levels showed a 
marked reduction in the antisense transfected cells (Fig. 8, lane A) as compared to vector 
alone (lane B) or untreated MDA-435 cells (lane C). When the antisense transfected cells 
were tested in the Matrigel invasion assay, the otherwise aggressively invading cells showed a 
markedly reduced level of invasion, similar to that of the non-metastatic breast carcinoma cell 
line MCF-7 (Fig. 8, E&F). Transfection with the vector alone had no effect on the invasion 
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properties and the transfected cells migrated effectively through the Matrigel layer (D), 
similar to the metastatic MDA-435 cells (A). 

Similar antisense molecules may be prepared from other members of the PAR family, 
such as PAR-2 (SEQ ID NO; 8) (Fig. 9), PAR-3 (SEQ ID NO: 9) (Fig. 10) and PAR-4 
(SEQIDNO: 10) (Fig. 11a). 

REMARKS 

Claims 1-19 are pending. The attached Appendix includes marked-up copies of each 
rewritten paragraph (37 C.F.R. §1.121(b)(l)(iii)). 

The attached paper copy and computer-readable copy of the Sequence Listing are 
submitted in compliance with 37 C.F.R. §§1.821-1.825. The contents of the paper copy and 
the computer-readable copy of the Sequence Listing are the same. 

Support for the information provided in the Sequence Listing can be found in the 
specification at, for example, page 5 and in Figures 1, 2, 9 and 11, and in new Figure 10 filed 
herewith. Figure 10 is being replaced in order to correct an inadvertent error that was 
introduced into the specification. In particular, current Figure 10 recites the murine DNA 
sequence of PAR-3, rather than the human DNA sequence of PAR-3, which was clearly 
intended. New Figure 10 recites the human DNA sequence of PAR-3. The human DNA 
sequence of PAR-3 was known in the art at the time the present application was filed. As 
evidence of this, attached is a printout of Accession No. U92971 of the NCBI database 
indicating that the human DNA sequence of PAR-3 was known in the art. Thus, including 
this sequence in Figure 10 does not introduce new matter into the specification. As a result, 
no new matter is added in the Sequence Listing. 
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Early and favorable consideration on the merits is respectfully requested. 



JAO:MLM/jca 

Attachments: 

Appendix 

NCBI Database Printout 

Sequence Listing (paper and computer-readable copies) 
Request for Approval of Drawing Correction 

Date: August 29, 2001 




Melanie L. Mealy 
Registration No. 40,085 



Oliff & BERRIDGE, PLC 
P.O. Box 19928 
Alexandria, Virginia 22320 
Telephone: (703) 836-6400 
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Please grant any extension 

necessary for entry; 
Charge any fee due to our 
Deposit Account No, 1 5-046 1 



Docket No. 1 08366 Application No. 09/744,679 

APPENDIX 

Changes to Specification: 

A Sequence Listing is added. 
Page 5, lines 14-19: 

1) The protease activated domains and hirudin binding domain: 

Nucleotides 

hPAR-l(ThR) 37-61 TLDP RSFLLRN PND KYEPF WEDEE K (SEP ID NO: 1) 

hPAR-2 32-56 SSKG RSLIGKVD GTSHVTGKGVTV E (SEP ID NO: 2) 

hPAR-3 34-57 TLPI KTFRGAP PN S FEEF PFSALE (SEP ID NO: 3) 

hPAR-4 28-52 LPAP RGYPG OVCANDSDTHELPDSS (SEP ID NO: 4) 

Page 6, lines 1-3: 

Fig. 1 shows the DNA (SEP ID NP: 5) and amino acid sequenc e (SEP ID NO: 6) of 
human ThR [1]^ 

Fig. 2 shows the DNA sequence of an antisense cDNA of Th R (SEP ID NO: 7U 
Fig. 3 shows the location of the ThR antisense in the pcDNA III vector?. 
Page 7, lines 24-26: 

Fig. 9 shows the DNA sequence of PAR-2 (SEP ID NP: 8).i 
Fig. 10 shows the DNA sequence of PAR-3 (SEP ID NP: 9U 
Fig. 11a shows the DNA sequence of PAR-4 (SEP ID NP: 10).? 

Fig, lib shows the amino acid sequence of PAR-4 (SEP ID NP: 1 lV afid 

Page 15, lines 4-20: 

To analyze the impact of reduced ThR expression in the highly metastatic cells, 
MDA-435 breast carcinoma cells were transfected with an antisense ThR cDNAt 
(SEP ID NP: 7) mammalian expression vector containing ThR cDNA in an antisense 
orientation under the control of the Cytomegalovirus (CMV) promoter (see Figs. 2 and 3). 

A-1 
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The vector alone was used as a control. Western blot analysis of ThR protein levels showed a 
marked reduction in the antisense transfected cells (Fig. 8 ? lane A) as compared to vector 
alone (lane B) or untreated MDA-435 cells (lane C). When the antisense transfected cells 
were tested in the Matrigel invasion assay, the otherwise aggressively invading cells showed a 
markedly reduced level of invasion, similar to that of the non-metastatic breast carcinoma cell 
line MCF-7 (Fig. 8, E&F). Transfection with the vector alone had no effect on the invasion 
properties and the transfected cells migrated effectively through the Matrigel layer (D), 
similar to the metastatic MDA-435 cells (A). 

Similar antisense molecules may be prepared from other members of the PAR family, 
such as PAR-2 fSEO ID NO: 8) (Fig. 9), PAR-3 (SEP ID NO: 9) (Fig. 10) and PAR-4 
(SEP ID NO: 10) (Fig. 1 la). 
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FIELD OF THE INVENTION 

This invention relates to the therapeutic use of molecules associated with 
protease activated receptors. 

BACKGROUND OF THE INVENTION 

5 References referred to by bracketed numbers in the body of the 

- specification are listed at the end of the specification before the claims. 

The process by which epithelial cells become invasive is complex and 
has yet to be fully elucidated. One example of this process is observed in 
metastatic tumors. Another example of epithelial cells becoming invasive occurs 

io during normal human embryonic development, in which the cytotrophoblasts 
(i.e. the fetal cells on the front line of the placenta) invade the uterus, as part of 
their normal differentiation program and successful implantation. 

The physiologic invasiveness of cytotrophoblasts closely resembles that 
of malignant cells, sharing many common features. Tumor invasion and 

15 metastasis involve, among other alterations, proteolytic modification of 
basement membranes and extracellular matrices (ECMs), Cancer cells have to 
detach from their primary location, encounter basement membranes (i.e. during 
extravasation of blood or lymphatic vessels), and disseminate through the 
circulation to establish new cellular colonies at distant sites. Therefore, the 

20 process of cell invasion involves a well-orchestrated sequence of events 
including integrin activation, cell migration and proteolytic degradation of 
specific barrier components. This enzymatic cleavage is highly regulated, since 
extensive proteolysis could impede the invasive process by degrading essential 
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matrix components required for the transmission of survival and cell shape 
signals, through contacts with the basement membrane. Localized proteolysis 
directed to discrete regions of the cell surface may facilitate cellular invasion. 

The thrombin-receptor (ThR) is a seven transmembrane domain 
G-coupled protein, belonging to the protease-activated receptor (PAR) family 
[1]. Recently, two other members of this family (PAR-2 and PAR-3) have been 
identified [2-4], and a fourth member (PAR-4) has also been described [19). 
Unlike most cellular growth factor receptors, the activation of these receptors 
does not require formation of the traditional ligand-receptor complex. Instead, 
the receptor serves as a substrate for proteolytic digestion, yielding an 
irreversible form of activated cell surface protein to convey further cell 
signaling. 

Applicant's co-pending Israel Patent Application No. 114890, whose 
contents are incorporated herein by reference, discloses that a direct correlation 
exists between ThR level of expression in tumor cells and their degree of 
invasiveness. This finding was used to develop a diagnostic method for 
evaluating the metastatic tendency of tumor cells by following the expression of 
the ThR gene. 

U.S. 5,352,664 to Carney, et al, describes thrombin-derived polypeptides 
which are capable of selectively stimulating or inhibiting thrombin receptor 
occupancy signals. Carney suggests that the inhibitory polypeptides may be 
used in preventing metastasis and angiogenesis. No supporting data is 
disclosed. 

SUMMARY OF THE INVENTION 

It is an object of the present invention to provide a method for treating 
metastatic tumors. 

It is a further object of the present invention to provide a method for 
treating irregularities in physiological placental development. 
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The present invention is based on the surprising finding that interfering 
with the expression of PAR proteins of an invasive cell affects its degree of 
invasiveness. The interference 'may be realized at the DNA (gene) level, at the 
mRNA level, and/or at the protein (receptor) level. Interference at the DNA level 

5 may be achieved by use of gene therapy methods; interference at the mRNA level 
may be achieved by use of antisense molecules; and interference at the protein 
level may be achieved by use of specific antibodies. 

The PAR protein may be any member of the PAR family such as, for 
example but not limited to, ThR, PAR-2, PAR-3 and PAR-4. 

10 In a first aspect of the invention, the invasive cells are pathological cells 

such as metastatic tumor cells. Thus, in this aspect of the invention, there is 
provided a method for treating metastatic tumor cells of a subject comprising 
administrating to said subject an antisense molecule, said antisense molecule 
comprising a nucleotide sequence which is complementary to an RNA sequence 

15 of a PAR protein. 

Also provided are antisense molecules and pharmaceutical compositions 
comprising them. 

Further provided is a method for treating metastatic tumor cells of a subject 
comprising administrating to said subject an antibody molecule, said antibody 
20 molecule being capable of binding to a protease activated receptor (PAR) protein. 
The antibody molecule may be a polyclonal or monoclonal antibody, prepared by 
methods known per se. 

In this aspect of the invention, the tumor cells will generally be of epithelial 
origin, which form solid carcinoma-type tumors. Examples of such epithelial 
25 tissues are breast, esophagus, kidney, prostate, ovary, melanoma and bladder 
tissue. 

In a second aspect of the invention, the invasive cells are normal cells 
such as placental cells. As described above, ThR plays a role during 
cytotrophoblast invasion and implantation. The finding that ThR expression is 
30 associated with the invasiveness of placental tissue may be beneficial for 
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improved implantation of human embryo in the maternal uterus decidua. To 
date, the rate of spontaneous abortions is 8-12%, 50% of which are due to 
defects in proper implantation. It is even more striking in the I.V.R procedure, 
where 40% of the overall cases result in failure, 90% of these failures are 
apparently due to implantation defects. Transfection of normal placenta with 
ThR and other PAR family genes may considerably improve implantation. 

Thus, in this aspect of the invention, there is provided a method for the 
treatment of disorders involving the implantation of a placenta in a female subject 
comprising administrating to said subject an antisense molecule, said antisense 
molecule comprising a nucleotide sequence which is complementary to an RNA 
sequence of a PAR protein. 

Also provided are antisense molecules and pharmaceutical compositions 
comprising them. 

The synthesis of antisense molecules to known mRNA sequences is well 
known to the skilled artisan. In theory, based on Watson-Crick base pair 
formation, if an appropriate target can be identified, an antisense oligomer of 
more than 15 to 17 nucleotides in length would be expected to have a unique 
sequence relative to the entire human genome. A suitable oligomer should be 
able to interfere, in a sequence specific manner with the process of mRNA 
translation into protein [9]. The requirements for an antisense oligomer for 
therapeutic use are: (1) that it must be stable in vivo; (2) it must be able to enter 
the target cell; and (3) it must be able to interact with its cellular targets. 

As oligomers possess little or no innate ability to diffuse across cell 
membranes, the cells must take them up through energy-dependent mechanisms. 
To resolve the problem of uptake, a large number of strategies have been 
employed in order to augment the rate of cellular internalization of nucleic acids 
and to increase the rate at which they pass through the endosomal membrane. 
These strategies include: (i) coupling oligomers to polycations such as 
polylysine [10], polyethylamine [11] or others; (ii) use of 
transferin/polylysine-conjugated DNA in the presence of the capsid of a 
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replication-deficient adenovirus [12]; (iii) conjugation of oligonucleotides to 
fusogenic peptides [13] or to a peptide fragment of the homeodomain of the 
Drosophila antennapedia protein [14]; (iv) targeting of oligonucleotides to 
specific cell surface receptors, such as folate, asialoglycoprotein receptor and 
5 transferrin [15], (v) conjugation to cholesterol [16]; and, most successfully (vi) 
complexation of oligonucleotides with cationic lipids [17] and GS 288 etofectin 
[18]. 

Preferred antisense sequences are those designed to comprise sequences 
which hybridize to uniquely conserved regions in the PAR family of proteins. 

10 Conserved regions may be identified by comparing the nucleotide sequences of 
different members of the PAR family. For example, certain regions within the 
ThR sequence have 27% sequence similarity to PAR-3 and 28% similarity to 
PAR-2. Examples of conserved unique regions are: 
1) The protease activated domains and hirudin binding domain: 

15 Nucleotides 

hPAR-l(ThR) , 37-61 TLDP RSFLLRNP ND KYEPF WEDEEK 

hPAR-2 32-56 .SSKG RSLIGKVD GTSHVTGKGVTVE 

hPAR-3 34-57 TLPIKTFRGAPPN S FEEFP FSALE 

hPAR-4 28-52 LPAPRGYPGQVCANDSDTHELPDSS 

20 2) Second extracellular loop: located between transmembrane domains 4 & 
5 and corresponding to residues: ITTCHDV which are conserved in PAR 1-3, 
while in PAR-4 only the three amino acids CHD are conserved. 
3) The entire promoter region of the PAR family (i.e. 5' cloned regions 
downstream to the ATG of PAR- 1 and PAR-3). This region is likely to contain 

25 important regulatory sequences. 

DETAILED DESCRIPTION OF THE DRAWINGS: 

In order to understand the invention and to see how it may be carried out in 
practice, a preferred embodiment will now be described, by way of non-limiting 
example only, with reference to the accompanying drawings, in which: 
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Fig. 1 shows the DNA and amino acid sequence of human ThR [1]; 

Fig. 2 shows the DNA sequence of an antisense cDNA of ThR; 

Fig. 3 shows the location of the ThR antisense in the pcDNA III vector; 

Fig. 4 illustrates ThR expression in human breast carcinoma cell lines. 
5 Total RNA isolated from human breast carcinoma cell-lines was analyzed by 
Northern blotting. The cell lines used were: MDA-435 (A), MDA-231 (B) and 
MCF-7 (C), as well as Ha-ras-transfected breast carcinoma cell lines, 
MCF10AT3B (D), MCF10AT (E) and MCF10A (F). The blots were probed 

with 32p4aijeled 250 base pair DNA, corresponding to ThR (upper part), or 

10 with 32p4 a beled (3-actin DNA (lower part). 

Fig. 5 illustrates immunocytochemical analysis of cell-associated ThR. 

Human breast carcinoma cell lines (MCF-7, MDA-231, and MDA-435) were 

cultured in 8-well chamber slides and analyzed for the presence of ThR. 

Specific staining of the receptor was obtained following incubation with affinity 
15 purified polyclonal anti ThR antiserum followed by biotin conjugated 

goat-anti-rabbit *IgG antibodies and detected by extravidin incubation. 

Photographs of representative areas of MCF-7 (a), MDA-231 (b) and MDA-435 

(c) cell monolayers are shown (x400). 

Lower Panel. Western blot analysis of ThR. Western blot analysis of cell 
20 lysates (50fig/lane) of MCF-7 (A), MDA-231(B) and MDA-435 (C) cells. 
Specific protein band was detected following incubation with anti ThR 
antibodies and visualized by the ECL immunoblotting detection system 
according to the manufacturer's instructions. 

Fig. 6 illustrates in situ hybridization of ThR mRNA in normal and 
25 cancerous breast tissue specimens. Hybridization with ThR riboprobes was 
performed on: Normal breast duct lobular units (A&D). Invasive duct 
carcinoma, (IDC) (antisense orientation, C; sense orientation, B). High grade 
DCIS of comedo type (antisense orientation, E; sense orientation, F). Low grade 
DCIS, solid type (G) and atypical intraductal hyperplasia (AIDH, H <&/). 
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Detection of specifically hybridized mRNA to DIG-labeled probe was 
performed using anti-DIG-alkaline phosphatase conjugated antibodies 
(Boehringer Mannheim, Mannheim, Germany). These analyses represent at 
least 3 patients of each category. 

5 Fig. 7 illustrates Matrigel invasion of breast carcinoma cell lines. The 

indicated cells (ZR-75, A; MCF-7, B; MDA-435, C; MDA-231, D; fibrocystic 
MCF10AT3B, E; fibrocystic MCF10A, F) were applied (2x1 0 5 cells/assay) to 
the upper compartment of Boyden chambers. Cell invasion through Matrigel 
coated filters was determined, as outlined in Materials and Methods, below. 

10 Fig. 8 illustrates inhibition of MDA-435 Matrigel invasion by ThR 

antisense. MDA-435 cells were transiently transfected with pCDNAIII 
expression plasmid containing the antisense ThR of Fig. 2. The level of invasion 
was compared to untreated MDA-435 (A) and MCF-7 (B) cells. Control 
transfections of MDA-435 cells were performed in the presence of vector alone 

15 '(C) or DOTAP liposomes alone (Gibco -BRL) (D). Nearly confluent (60%) 
cells were treated with various concentrations of the plasmid: transfection with 
antisense ThR - 5 pg/plate (E) ? transfection with antisense ThR - 20 j^g/plate 
(F). The invasion assay was performed as described under Materials and 
Methods, 72 h following transfection. 

20 Lower panel. Western blot analysis of ThR antisense transfectants. MDA-435 
cell lysates (50]Lig/Iane) of ThR antisense transfectants (A) were applied on 
SDS-PAGE and the level of receptor protein was compared to cells transfected 
with vector alone (B) or untreated cells (C). 

Fig. 9 shows the DNA sequence of PAR-2; 

25 Fig. 10 shows the DNA sequence of PAR-3; 

Fig. 11 shows the DNA sequence of PAR-4; and 

Fig. 12 illustrates expression of ThR in first trimester human placenta. In 
situ hybridization analysis of ThR expression at 6-15 weeks of gestation* 
Placental tissue was obtained from elective termination of pregnancies by 
30 dilatation and curettage. Sections of 6 week placental tissue (A) and of 7, 8, 9 
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and 10 weeks of gestation (B-E, respectively), as visualized by ThR staining of 
cytotrophoblasts. No staining was observed at weeks 11 and 15 (F & G, 
respectively). Control hybridization (weeks 7 and 8) using sense orientation 
showed background staining (H & I, respectively). 

DETAILED DESCRIPTION OF A PREFERRED EMBODIMENT 
Materials and Methods 

Cells: The human breast carcinoma cell lines, MCF-7 (adenocarcinoma), 
MDA-MB-231 (adenocarcinoma), MDA-MB-435 (ductal carcinoma) and 
ZR-75-1 (carcinoma), were kindly provided by Dr. Robert Stern (Department of 
Pathology, University of California, San Francisco). The invasive properties of 
these breast cell lines were determined following injection of the cells into the 
mammary pads of nude mice with or without Matrigel [5]. Cells were cultured 
in DMEM (lg glucose/liter) containing 10% bovine calf serum. MCF10A 
(nearly-normal immortalized epithelial cells), MCF10AT cells (derived from 
human fibrocystic epithelium transfected with Ha-ras) and MCF10AT3B cells 
(derived from a 94-day third transplant generation of lesion in Beige /Nude 
mice, classified as grade 2), were kindly provided by Dr. F. R. Miller 
(Karamanos Cancer Institute, Meyer L. Prentiss Center, Detroit) and grown in 
RPMI-1640 containing 10% fetal calf serum (FCS). Tissue culture medium was 
supplemented with penicillin (50 U/ml) and streptomycin (50 ug/ml) 
(GIBCO-BRL, Gaithersburg, MD) and the cells were maintained at 37°C in a 
10% CO2 humidified incubator. Cells were dissociated with 0.05% 
trypsin/0.02% EDTA, 0.01M sodium phosphate (pH 7.4) solution (STV) and 
subcultured at a split ratio of 1 :5. 

Plasmids and iransfection: The DNA and amino acid sequences of ThR are 
shown in Fig. 1 [1]. ThR in the antisense orientation (Fig. 2), consisting of 612 
nucleotides (from (-)75 to (+)537 of Fig. 1) was prepared and inserted into the 
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eukaryotic expression plasmid, pcDNA III (Invitrogene, Carlsbad, CA) at the 
Hindlll and EcoRI sites (Fig. 3). Antisense ThR cDNA was used for transient 
transfection experiments. Subconfluent (25-40%) MDA-435 breast cancer cells 
were grown in 60 mm culture dishes and a total of 5-20 jig of DNA and 
5 DOTAP - transfection reagent (10 \ig DOTAP/pg DNA; 4.5 h incubation, 
Boehringer Mannheim, Mannheim, Germany) were used for transfection. Cells 
were assayed 48-72 h following transfection. 

RNA Isolation and Northern blot analysis: RNA was prepared using 
10 TRI-Reagent (Molecular Research Center, Inc. Cincinnati) according to 
manufacturer's instructions. The RNA (20 jag of total RNA) was separated by 
electrophoresis through a 1.1% agarose gel containing 2 M formaldehyde, 
transferred to a nylon membrane (Hybond N*; Amersham) and hybridized either 
to cDNA probes or PCR product radiolabeled by random primer extension with 
15 [a- 32 P]Dct [6] for 24 h at 42°C. The membrane was washed twice for 30 min at 
room temperaturd with 2x SSC containing 2% SDS and 15 min at 50°C with 
O.lx SSC, containing 0.1% SDS. The blots were exposed for 2-4 d at -70°C and 
the relative amounts of mRNA transcripts were analyzed by laser densitometry 
using an Ultroscan XL Enhanced Laser Densitometer and normalized relative to 
20 internal ^-actin controls. 

In situ hybridization of human tumor and placenta biopsy specimens. RNA 
probes were transcribed and labeled by T 7 RNA polymerase (for antisense 
orientation) or T 3 RNA polymerase (for sense control orientation) using 
25 DIG-UTP labeling mix (Boehringer Mannheim, Mannheim, Germany). Probes 
were labeled from plasmid containing 462 base pair fragments of the human 
ThR (pBhThR-462S) inserted into the EcoRI-Hindlll site. Final concentration 
for hybridization was 1 p.g/ml, according to the manufacturer's instructions for 
non radioactive in situ hybridization application. Hybridization was carried out 
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(overnight, 45°C) on paraffin embedded breast tissue sections (Department of 
Pathology, Hadassah University Hospital, Jerusalem) or placenta sequential 
sections. Slides were washed in 0.2xSSPE (3x 1 h) at 50°C and blocked by 
blocking reagent (Boehringer Mannheim, Mannheim, Germany). Detection was 
5 performed using AP-conjugated, anti-DIG antibodies (Fab-fragment, diluted 
1:300; Boehringer Mannheim, Mannheim, Germany), overnight at room 
temperature. AP reaction was detected by NBT/BCIP reagents according to the 
manufacturer's instructions. 

10 Immunohistochemistry: Tumor cells were cultured overnight at 37°C on eight 
chamber slides. The cells were fixed with 2% formaldehyde and 2% 
sucrose/PBS at room temperature for 30 min and permeabilized with 20 mM 
Hepes, pH 7.4, 300 mM sucrose, 50 mM NaCl, 3 mM MgCl2 and 0.5% Triton 

X-100, for 4 min at 0°C. After rehydration with PBS, the cells were incubated 

15 (10 min, 24°C) with 3% H2O2 in PBS containing 10 mM glycine, 10 mg/ml 
BSA, followed by 30 min blocking with normal goat serum in PBS containing 
1% BSA. Affinity purified rabbit-anti-human ThR antibodies were added 

(dilution 1:50-1:200) for 4 h at 4°C, followed by incubation (1 h, room 
temperature) with a second antibody goat-anti-rabbit IgG-Biotin conjugated and 
20 1 h incubation with HRP-ExtraAvidin (1:200) (Sigma Immuno Chemicals, St 
Louis, MO). 

Antibodies; We have raised anti-ThR antibodies directed toward a synthetic 
peptide (thrombin- receptor activating peptide; TRAP) corresponding to 
25 residues Ser42-Lys51 (i.e. S-F-L-L-R-N-P-N-D-K). KLH conjugated peptide 
was injected to rabbits, and the immune serum was affinity purified. ELISA was 
performed on plates coated with the TRAP-peptide showing efficient positive 
identification at 1:25,600 dilution. Maximal response was obtained at 1:3,200 
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dilution. Monoclonal anti ThR Abs (mouse IgGl clone IlaR-A) were used for 
Western blot analysis (Biodesign, ME, USA) 

Western blotting analysis: Cells were dissolved in lysis buffer containing 10 
5 mM Tris-HCl, pH 7.4, 150 mM NaCI, 1 mM EDTA, 1% Triton X-100 and 
protease inhibitors (5 jig/ml aprotinin, IpM phenylmethylsulfonylfluoride and 
10 p,g/ml leupeptin) for 30 min at 4°C. After centrifogation at 10,000 g for 20 
min at 4°C, the supernatants were transferred and the protein content was 
measured. Lysates (50 jig ) were loaded and resolved on 10% SDS-PAGE 
io followed by transfer to Immobilon-P membrane (Millipore, MA). Membranes 
were blocked and probed with anti-ThR antibodies (1:4000) in 1% BSA in 10 
mM Tris-HCl (pH 7.5), 100 mM NaCl and 0.05% Tween-20). After washes, 
blots were incubated with the appropriate second antibodies and conjugated to 
horseradish peroxidase. Immunoreactive bands were detected by the enhanced 
15 chemiluminescence (ECL) reagent using luminol and p-cumaric acid (Sigma, 
St. Louis, Mo). ' 

Placental tissue sections: Sections of placental tissue, 6-15 weeks of gestation, 
were obtained from elective termination of normal pregnancies by dilatation and 
20 curettage. 

Matrigel invasion assay: Blind well chemotaxis chambers with 13 mm 
diameter filters were used for this assay. Polyvinylpyrroiidone-free 
polycarbonate filters, 8 pm pore size (Costar Scientific Co., Cambridge, MA), 
25 were coated with basement membrane Matrigel (25 jig/filter) as previously 
described [7]. Briefly, the Matrigel was diluted to the desired final concentration 
with cold, distilled water, applied to the filters, dried under a hood, and 
reconstituted with serum-free medium. Cells (2-3x1 0 5 ), suspended in DMEM 
containing 0.1% bovine serum albumin were added to the upper chamber. 
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Conditioned medium of 3T3 fibroblasts was applied as a chemoattractant and 
placed in the lower compartment of the Boy den chamber. Assays were carried 
out at 37°C in 5% C0 2 . Over 90% of the cells attached to the filter after a 2h 
incubation. At the end of the incubation, the cells on the upper surface of the 

5 filter were removed by wiping with a cotton swab. The filters were fixed in 
methanol and stained with hematoxylin and eosin. Cells in various areas of the 
lower surface were counted and each assay was performed in triplicate. For 
chemotaxis studies, filters were coated with collagen type IV alone (5jag/filter) 
to promote cell adhesion. Cells were added to the upper chamber and 

10 conditioned medium was applied to the lower compartment. 

Examples 

Example I: ThR expression in breast carcinoma cell lines. 

In a preliminary experiment, a panel of mammary carcinoma cells was 

15 surveyed for a possible correlation between the level of ThR expression and 
established degrees of metastasis (Fig. 4). The cell lines used included one 
near-normal diploid immortalized breast epithelial cell line (MCF10A) 
originating from fibrocystic disease, and 6 tumor cell lines exhibiting different 
doubling times, tumorigenicity and metastases in nude mice. Of these cell lines, 

20 MDA-435 (a highly metastatic cell line), and MCF10AT3B (ras transfected 
fibrocystic epithelium re-established several times from lesions formed in nude 
mice), were compared to medium metastatic (MDA-231 and MCF10AT, ras 
transfected fibrocystic cells), or carcinoma cells exhibiting no metastatic 
potential (ZR-75 and MCF-7 cells). As shown in Fig. 4, high levels of ThR 

25 mRNA were found in the highly aggressive cells (lanes A, D) as compared to 
moderate levels in MDA-231 and ras transfected fibrocystic cells (lanes B& E, 
respectively), and no expression in the non-metastatic MCF-7 and MCF10AT 
cells (lanes C&F, respectively). The mRNA levels were quantified by 
densitometric analysis and the ratio of ThR/fJ-actin in each lane was calculated. 

30 The ThR mRNA level in MDA-435 was 6 fold higher than in MDA-231 cells 
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(Fig. 4, lanes A vs B) and, as mentioned above, no detectable ThR was observed 
in MCF-7 cells (Fig. 4, lane C). A similar correlation between ThR level of 
expression and metastasis was obtained in Ha-ras transfected cells showing a 4 
fold higher level in MCF10AT3B (obtained following ras-transfection and 

5 xenografting 3 times in mice) than in MCFlOAT-ras transfected cells ( Fig. 4, 
lanes D vs E). No detectable level of expression was observed in the fibrocystic, 
non-malignant, epithelial cells, MCF10A epithelial cells (Fig. 4, lane F). 

Affinity purified rabbit-anti-human ThR antibodies were applied to 
detect the expression and localization of the receptor protein. Massive staining 

10 of MDA-231 and MDA-435 cells was observed (Fig. 5B<fcC, respectively), as 
opposed to little or no staining of MCF-7 cells (Fig. 5 A). In parallel, Western 
blot analysis showed a distinct protein band of ThR in MDA-435 cells (Fig. 5, 
lower panel; lane C), somewhat reduced ThR level in MDA-231 (lower panel; 
lane B) and little or no protein in MCF-7 breast carcinoma cells (lower panel; 

15 lane A). 

Collectively, these data demonstrate the preferential expression of ThR in 

* 

metastatic breast carcinoma cell lines, but not in non-metastatic MCF-7 or 
MCF10A breast carcinoma cells, regardless of whether the mRNA or protein 
levels were evaluated. 

20 

Example 2: ThR expression in human breast tissue specimens. 

ThR gene expression and localization in vivo was studied in formalin 
fixed paraffin embedded human breast carcinoma specimens as compared to 
normal mammary sections obtained from reduction mammoplasty. ThR 

25 expression was examined in primary breast tumors representing poor to benign 
prognosis. In situ hybridization analysis using a ThR RNA probe 
(corresponding to nucleotide nos. 320-570 of the sequence of Fig. 1) was 
performed with an archival set of paraffin embedded biopsy specimens. A total 
of 10 normal breast tissue .specimens, and 8 specimens of infiltrating ductal 

30 carcinoma were analyzed. The invasive carcinoma specimens were selected 
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from typical infiltrating duct carcinoma of high nuclear grade with numerous 
atypical mitotic figures and with evidence of vascular invasion and lymph node 
metastases. 

As demonstrated in Fig. 6, hybridization of a ThR antisense RNA probe 
to invasive duct carcinoma specimens resulted in strong positive staining 
localized specifically to the carcinoma cells (Fig. 6C). Weaker positive staining 
was noted in high-grade ductal carcinoma in situ (DCIS) of comedo-type (Fig. 6 
E&F). In contrast, very little or no staining was observed in low-grade, solid 
type DCIS (Fig. 6G), and no staining was observed in premalignant atypical 
intraductal hyperplasia (AIDH) (Fig. 6H&I) and in normal breast duct lobular 
units (Fig. 6 A&D; note that the high staining seen in the background is limited 
to the fibers, and is not seen in the epithelial cells). AIDH was distinguished 
from low grade DCIS, non-comedo type according to the diagnostic criteria of 
Dupont, Page and Rogers [8], Expression was also noted in some cases of 
DCIS, in particular, high grade, comedo-type lesions. The low grade DCIS of 
solid type showed weak to no expression of ThR, while cases of AIDH, as well 
as normal breast tissue from reduction mammoplasty specimens did not show 
any expression of ThR. 

Example 3: Antisense ThR inhibits metastatic breast carcinoma cell 
invasion. 

To assess the invasion properties of aggressively metastatic breast 
carcinoma cells, the Matrigel in vitro invasion assay was applied. For this 
purpose, a reconstituted matrix of basement membrane was utilized to coat 
porous filters, in order to closely mimic natural barriers in a Boyden chamber. 
As a chemoattractant source, fibroblast conditioned medium was placed in the 
lower compartment [7]. The Matrigel invasion assay confirmed the expected 
differential metastatic properties of the carcinoma cell lines. High levels of 
invasion through Matrigel were obtained with MDA-435 and MDA-231 cells 
(Fig. 7, D&C). MCF 1 0 AT3B-ras transfected fibrocystic cells invaded the 
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Matrigel to a lower extent (Fig. 7, E), while no movement was detected with the 
MCF10AT, MCF-7, or ZR-75 non-metastatic cell lines (Fig. 7, F & A 3, 
respectively). 

To analyze the impact of reduced ThR expression in the highly metastatic 
5 cells, MDA-435 breast carcinoma cells were transfected with an antisense ThR 
cDNA. mammalian expression vector containing ThR cDNA in an antisense 
orientation under the control of the Cytomegalovirus (CMV) promoter (see 
Figs. 2 and 3). The vector alone was used as a control. Western blot analysis of 
ThR protein levels showed a marked reduction in the antisense transfected cells 
10 (Fig. 8, lane A) as compared to vector alone (lane B) or untreated MDA-435 
cells (lane C). When the antisense transfected cells were tested in the Matrigel 
invasion assay, the otherwise aggressively invading cells showed a markedly 
reduced level of invasion, similar to that of the non-metastatic breast carcinoma 
cell line MCF-7 (Fig. 8, E&F). Transfection with the vector alone had no effect 
15 on the invasion properties and the transfected cells migrated effectively through 
the Matrigel layer (D), similar to the metastatic MDA-435 cells (A), 

Similar antisense molecules may be prepared from other members of the 
PAR family, such as PAR-2 (Fig. 9), PAR-3 (Fig. 10) and PAR-4 (Fig. 1 1). 

20 

Example 4: ThR expression during placenta development. 

Human embryo development depends on proper placentation and 
successful implantation. Trophoblast invasion through the uterine epithelium 
and deep into the stroma enables the establishment of the proper fetal-maternal 

25 interactions. Histological examination of placental biopsies during the first 
trimester (6-15 weeks), obtained from elective termination of pregnancies, 
showed a striking pattern of ThR temporal regulation. ThR mRNA levels were 
not detected up to 6 weeks of gestation (Fig. 12,A)> increased markedly between 
7-10 weeks (B-E), then fell precipitously at 11 weeks and thereafter (F&G). 

30 The staining was specific to ThR, since hybridization with ThR sense 
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orientation on placental biopsies taken on weeks 7 and 8, showed no staining 
(H&l respectively). The receptor appeared localized to the cytotrophoblasts 
within the villi, and also, to some extent, in the syncytiotrophoblasts of the 
invading column. 

5 
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CLAIMS: 

1. A method for treating metastatic tumor cells of a subject comprising 
administrating to said subject an antisense molecule, said antisense molecule 
comprising a nucleotide sequence which is complementary to an RNA sequence 
of a protease activated receptor (PAR) protein. 

2. A method according to claim 1 wherein said PAR protein is a 
thrombin receptor. 

3. A method according to claim 1 wherein said PAR protein is selected 
from the group consisting ofPAR-2, PAR-3 and PAR-4. 

4. A method according to claim 1 wherein said tumor cell is of 
epithelial tissue origin. 

5. A method according to claim 4 wherein said epithelial tissue is 
selected from the group consisting of breast, esophagus, kidney, prostate, ovary, 
melanoma and bladder. 

6. A method according to claim 1 wherein said antisense molecule has 
the sequence appearing in Fig. 2. 

7. A method for treating metastatic tumor cells of a subject comprising 
administrating to said subject an antibody molecule, said antibody molecule being 
capable of binding to a protease activated receptor (PAR) protein. 

8. A method according to claim 7 wherein said antibody binds an 
extracellular epitope of said PAR protein. 

9. An antisense molecule comprising a nucleotide sequence which is 
complementary to an RNA sequence of a protease activated receptor (PAR) 
protein. 

10. A pharmaceutical composition comprising an active factor and a 
pharmaceutically acceptable carrier, said active factor being an antisense molecule 
comprising a nucleotide sequence which is complementary to an RNA sequence 
of a protease activated receptor (PAR) protein. 
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11. A pharmaceutical composition according to claim 10 for the 
treatment of metastatic tumor cells. 

12. A pharmaceutical composition according to claim 11 wherein said 
PAR protein is a thrombin receptor. 

5 13. A pharmaceutical composition according to claim 11 wherein said 

PAR protein is selected from the group consisting of PAR-2, PAR-3 and PAR-4. 

14. A pharmaceutical composition according to claim 11 wherein said 
tumor cell is of epithelial tissue origin. 

15. A pharmaceutical composition according to claim 14 wherein said 
10 epithelial tissue is selected from the group consisting of breast, esophagus, kidney, 

prostate, ovary, melanoma and bladder. 

16. A pharmaceutical composition according to claim 10 wherein said 
antisense molecule has the sequence appearing in Fig. 2. 

17. A method for the treatment of disorders involving the implantation 
15 of a placenta in a female subject comprising administrating to said subject an 

antisense molecule, said antisense molecule comprising a nucleotide sequence 
which is complementary to an RNA sequence of a protease activated receptor 
(PAR) protein. 

18. A method according to claim 18 wherein said antisense molecule is 
20 administered to a trophoblast cell. 

19. A pharmaceutical composition according to claim 10 for the 
treatment of disorders involving the implantation of a placenta in a female subject. 
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complete cds 



PubMed, Protein, Related Sequences, Taxonomy, OM1M, UnkOut 



LOCUS 

DEFINITION 
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HS092971 1830 bp mRNA J?RI 

Human protease-activated receptor 3 (PAR3) mRNA, 
092971 

U92971.1 GI;1938374 




:orap 



human. 

Homo s a p i ens 

Eukaryota; Matazoa; Chordata; Craniata; Vertebrata; Euteleostomi; 
Mammalia; Eutheria; Primates; Catarrhini/ Hominidae; Homo. 

1 (bases 1 to 1830} 

Ishihara,H., , Connolly, A. J, , Zeng, D. , Kahn,M.L., Zheng, Y.tf., 
Timmons,C. , Train, T. and Coughlin, R. 

Protease~activated receptor 3 is a second thrombin receptor in 
humans 

Nature 386 (6624), 502-506 (1997) 
9724241 1 

2 (bases X to 1830) 

Ishihara,H +/ Connolly, A. J. , Zeng, D„ , Kann,M f L,; Zheng/Y.W., 
Tijamons,C. , Tram,T. and Coughlin/S,R. 
Direct Submission 

Submitted (ll-MAR-1997) CVRI, UCSF, 3rd and Parnassus, San 
Francisco, CA 94143, USA 

Locat ion /Qualif i ers 
1. .1830 

/organism="Honio sapiens" 
/db_xre f = » t axon : 9 6 0 6 " 
145, -1270 
/gene="PAR3" 

145,, 1269 

/gene~"FAR3* 

/note="thrombin receptor; coagulation protease" 
/codon_ start»l 

/product= M protease-activated receptor 3" 
/prot ein_id= M AAC5 1 2 1 B . 1 w 
/db_xref= rr GI ; i 93837 5 a 

/translation-^MKALIFAAAGLLLLLPTFCQSGMEKDraKjLAK^LPIfCTFRGAP 
PNS FEEFP FSALEGWTGAT I TVKI KCPEE SA5 HLH VKNATMGYLTS SLSTKLIPAI YL 
LVEWGVPANAVTLWMLFFRTRSICTTVFYTNLArADFLFCVTL3?FKIAYHLNGSSWV 
FGEVLCRATTVIFYGNMYCSILLIACISINRYLAIVBPFTYRGLPKHTYALVTCGLVW 
ATVFLYMLPFFILKQEYYLVQPDITTCHDVHNTCESSSPFQLYYFXSIAFFGFLIPFV 
LI I YCYAAI I RTLNAYDHRWL WY VKASLLILVI FTICFAPSNI ILI IHHANYY YNNTD 
GL^FIYLIALCLGSLNSCLDPFLYFX^JSKTRMHSTAYLTK" 
BASE COUNT 473 a 464 c 337 g 556 t 

ORIGIN 

1 cctgcctgca cggcaca gga gagcaaactt ctacagacag accaaggctt ccatttgctg 

61 ctgacacatg gaactgaggt gaaattgtgc tccatgattt tacagatttc ataacgttta 

121 agsgacggga ctcaggtcat caaaatgaaa gcccteatct ttgcagctge tggectcctg 

181 cttctgttgc ccactttttg tcagagtggc atggaaaatg atacaaacaa cttggcaaag 

241 ccaaccttac ccattaagac ctttcgtgga gctcccccaa attcttttga agsgttoocc 
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301 ttttctgcct tggaaggctg gacaggagcc acgattactg taaaaattaa gtgccctgaa 
361 gaaagtgctt cacatctcca tgtgaaaaat gct&esatgg ggtacctgac cagctcctta 
421 agtactaaac tgatacctgc catctacctc etggtgtttg tagttggtgt cccggccaat 
4 81 getgtgaccc tgtggatgct tttcttcagg accagatcca tctgtaecac tgtattetae 
541 accaacctgg ccattgcaga ttttcttttt tgtgttacat tgccctttaa gatagcttat 
601 catctcaatg ggaacaactg ggtatttgga gaggtcctgt gccgggccac cacagtcatc 
661 ttctatggca acatgtactg ctccattctg ctccttgcct gcatcagcat caaccgctac 
721 ctggccatcg tccatccttt cacctaccgg ggcctgceca agcacaccta tgccttggta 
781 acatgtggac tggtgtgggc aacagttttc ttatatatgc tgcaattttt catactgaag 
841 caggaatatt atcttgttca gccagacatc accacctgcc atgatgttca caacacttgc 
901 gagtcctcat ctcccttcca actctattac ttcatctact tggcattctt tggattctta 
961 attccatttg tgcttatcat etactgctat gcagccatca tccggacact taatgcatac 
1021 gatcatagat ggtugtggta tgttaaggcg agtctcctca tccttgtgat ttttaccatt 
1081 tgctttgctt casgcaatat tattcttatt attcaccatg ctaaetacta ctacaacaac 
1141 actgatggct tatattttat atatctcata gctttgtgee tgggtagtct taatagttgc 
1201 ttagatccat tcctttattt tctcatgtca aaaaccagaa atcactccac tgcttacctt 
1261 acaaaatagt gaaatgatct tagagaacaa ggacagccat cacagagaac gtctgttttc 
1321 aagaacaaca taa§catagt gcaaggagct ccatttccga getcetaaga aatatgcttc 
1381 aaaggtcaaa cattacaaaa gcattagtag tttgtttgtt tgtttttgag actgagtctc 
1441 actt-tatcac ccagactggc gtgcagtggc actatcttgg ctcattgcaa cctctgcctc 
1501 ccaggtcagc ctcccaagta gctgggatta caccaecatg cccagctact aaaaatactt 
1561 gtatttttag tagagacggg gtttcaccat gttgaccagg ctggtcttga acroctgacc 
1621 tcaagtgatc ttccggccte agcctcccaa agtgctggat tacaggcgtg agccactgag 
16B1 ccagccagca tfcagtaattt ttaaaaacac tttatcagta ttttaaaaat gttaatgcag 
1741 gagaaaagat atcacaactc tatggaaaat gacattteca tttgccttat tgctacttca 
1801 agctctttaa atcaccatct tccctatttc 
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